A novel suicide shuttle plasmid for Streptococcus suis

serotype 2 and Streptococcus equi ssp. zooepidemicus

gene mutation

Liu Rui®, Zhang Ping®, Su Yiqi®, Lin Huixing®", Zhang Hui¢, Yu Lei®, Ma Zhe*** and

Fan Hongjie®®

Supplement 1

Promoter of Himar1 (PA)

EcoRI
Erm |
MarA
repG+ Hitg
8253 bp
X
EcoRI
Amp

=.
4| 5463 bp
™ — 2790 bp

EcoRI digestion of pMarA

Spc
Himar1 C9 L
ITR2
TnYLB-1
primersT1
Kan
<
ITR1

ori

EcoRI Promoter of Himar1 (PA)

Spe \ K Himar1 C9
f x/rm

orfC__[]
—1 pMards
1l 8265 bp
repATs "‘)
EcorRI™~" .
/
Q‘;_j} o
Amp
< 5457 bp
<+ 2808 bp

EcoRI digestion to detect
constructed pMards

TnYLB-1
Kan
\_
ITi

orfC

pSET4s

4506 bp

repATs

Primer ST2

lacZ'

W — 2814 bp

-—

PCR amplification of fragment
from pSET4s



Supplement 1. Construction diagram of the temperature-sensitive suicide
plasmid pMar4s. The repATs temperature-sensitive fragment was PCR
amplified from the pSET4s plasmid using ST1 and ST2 primers. The
TnYLB-1 transposon and promoter of Himarl was digested from the
pMarA plasmid with EcoRI. The constructed pMar4s plasmid was

verified by EcoRI digestion.
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Supplement 2. Diagram of SS2 and SEZ mutant library construction
with the pMar4s plasmid. The bacteria that had positive PCR results and

were resistant to Kan but sensitive to Spc were included in the library.
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Supplement 3. The identification of the TnYLB-1 transposon insertion
site. The bacterial genome was extracted and digested, and after
self-ligation, the circle fragment was used for Inverse-PCR with the
primers C1 and C2. The TnYLB-1 transposon was inserted in different

locations of the bacterial genome, and the insertion sites had good variety.



